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Abstract: Oncolytic adenoviral vectors are a promising alternative for the treatment of
glioblastoma. Recent publications have demonstrated the advantages of shielding viral
particles within cellular vehicles (CVs), which can be targeted towards the tumor
microenvironment. Here, we studied T-cells, often having a natural capacity to target
tumors, for their feasibility as a CV to deliver the oncolytic adenovirus, Delta24-RGD, to
glioblastoma. The Jurkat T-cell line was assessed in co-culture with the glioblastoma stem
cell (GSC) line, MGGS, for the optimal transfer conditions of Delta24-RGD in vitro. The
effect of intraparenchymal and tail vein injections on intratumoral virus distribution and
overall survival was addressed in an orthotopic glioma stem cell (GSC)-based xenograft
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model. Jurkat T-cells were demonstrated to facilitate the amplification and transfer of
Delta24-RGD onto GSCs. Delta24-RGD dosing and incubation time were found to
influence the migratory ability of T-cells towards GSCs. Injection of Delta24-RGD-loaded
T-cells into the brains of GSC-bearing mice led to migration towards the tumor and
dispersion of the virus within the tumor core and infiltrative zones. This occurred after
injection into the ipsilateral hemisphere, as well as into the non-tumor-bearing hemisphere.
We found that T-cell-mediated delivery of Delta24-RGD led to the inhibition of tumor
growth compared to non-treated controls, resulting in prolonged survival (p = 0.007).
Systemic administration of virus-loaded T-cells resulted in intratumoral viral delivery,
albeit at low levels. Based on these findings, we conclude that T-cell-based CVs are a
feasible approach to local Delta24-RGD delivery in glioblastoma, although efficient
systemic targeting requires further improvement.

Keywords: glioblastoma; oncolytic; cellular vehicles; GSC; T-cell therapy; virotherapy;
Delta24-RGD

1. Introduction

Glioblastoma is the most frequently diagnosed primary brain tumor in adults, with a median
survival of only 15 months after the initial diagnosis [1]. Despite the extensive scientific progress that
has been made into the molecular characteristics of glioblastoma, patient prognosis has remained
virtually unaltered. As a result, translational research is warranted for the development of new
therapeutic agents. Oncolytic virotherapy has been extensively studied for the treatment of
glioblastoma and has proven to be a safe and feasible strategy from preclinical [2,3] and clinical safety
studies [4,5]. Delta24-RGD is a conditionally replicating oncolytic adenovirus that has demonstrated
therapeutic efficacy in preclinical models of glioblastoma [6—8]. The Delta24 mutation consists of a
24-base pair deletion in the E1A gene of the serotype 5 adenovirus [9]. This alteration facilitates
selective viral replication in cells that harbor altered Rb pathway signaling, which is a common (75%)
phenomenon in glioblastoma [10]. The addition of the RGD motif enhances the potency of Delta24 by
targeting the virus to alpha (V)-beta(3) integrins that are frequently expressed on tumor cells and
vasculature [11]. This omits the dependency on the expression of the Coxsackievirus and Adenovirus
receptor (CAR).

One of the major hurdles for virotherapy to target glioblastoma is efficient vector delivery,
preferably over a prolonged period of administration [12]. Several strategies have been proposed to
overcome this problem [5], of which cellular vehicles (CV) are a particularly interesting option [13].
CV-systems are comprised of cells that are incubated with oncolytic virus ex vivo. Subsequently, these
cells are administered systemically to employ their intrinsic tropism towards the tumor microenvironment,
where efficient delivery takes place in the form of viral transfer or lysis of the CV [14]. Some of the
proposed potential advantages of CV are the shielding of viral particles from systemic neutralizing
barriers, the ability of dosage amplification by replication of virus within infected vehicle cells and the
ability to target tumor cells in multiple administrations.
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A myriad of vehicle cells from different tissue lineages have been investigated for their capacity to
deliver oncolytic adenovirus into glioblastoma, such as mesenchymal [15-17], neural [18-20] and
adipose-derived stem cells [21]. While other oncolytic viruses have been used in combination with
hematological lineage-derived cellular vehicles [22], oncolytic adenovirus has to date not been utilized
in such a CV-system. The use of myeloid derived cells as CV for oncolytic adenovirus has been
proven effective in prostate cancer xenografts [23]. We have investigated the feasibility of the Jurkat
T-cell line as a model for T-cell-based cellular delivery of Delta24-RGD in a glioblastoma stem cell
(GSC)-based preclinical xenograft model. The presented study addresses the feasibility of this
approach as a step towards targeted delivery of oncolytic adenovirus in combination with an adoptive
immunotherapy treatment.

2. Methods
2.1. Cell Culture

The glioblastoma stem cell line MGGS8-Fluc-Mcherry was established and characterized as previously
described [24,25]. Tumor spheres were grown in DMEM-F12 supplemented with penicillin-streptomycin,
B27, EGF (Spg/mL), FGF(5pg/mL) and heparin(Smg/mL). Tumor spheres were passed by mechanical
and chemical dissociation (Life Technologies, Bleiswijk, The Netherlands). For viability assays, cells
were grown as monolayers by coating 96-well plates with growth factor-reduced matrigel coating (BD
Bioscience, Breda, The Netherlands). The A549 lung adenocarcinoma cell line (ATCC, Manassas,
VA, USA) was cultured in DMEM supplemented with 10% FCS and 1% penicillin-streptomycin.
Jurkat T-cell E6.1 and Jurkat T-cell-GFP cells were grown in suspension in RPMI supplemented with
10% FCS and 1% penicillin-streptomycin. For systemic delivery, retroviral vectors encoding human
CDS8a, as well as TCR genes (see below) were used to transduce Jurkat T-cells. The CD8a gene was
described previously [26] and the TCRa and [ genes originated from the gplOO/HLA-A2-specific
CTL clone 296 [27]. Following gene transduction, Jurkat T-cells were sorted for TCR expression (as
described previously [28]). Our in vivo studies, using T-cells expressing a defined TCR, allowed us to
use gp100 as a test target antigen for viral treatment of glioma.

2.2. Virus Construction and Propagation

Delta24-RGD was constructed as previously described [9]. For the construction of Delta24-RGD-GFP,
a set of previously developed plasmids was used to create the virus HAdV-5.A24.Fib.RGD.eGFP. This
virus combines the unique properties of Delta24-RGD with a replication-dependent expression of the
eGFP imaging marker, as a result of incorporating eGFP in the viral promoter-driven E3 region [29].
To this end, the RGD motif was excised from the plasmid, pVK526 [30], by Ndel + Pacl digestion
and  re-ligated into the plasmid, pShuttle-AE3-ADP-EGFP-F2  [29], resulting in
pShuttle-AE3-Fib.RGD.ADP-EGFP. After removal of the kanamycin resistance gene (by Clal digestion
and re-ligation), Pacl + Aatll digestion was used to isolate the fragment containing the
AE3-Fib.RGD.ADP-EGFP sequence, which was recombined with Spel-linearized pAdEasy-1 [30],
resulting in pAdEasy-AE3-Fib.RGD.ADP-EGFP. The 24-bp deletion was introduced in the plasmid,
pSh + pIX [31], by replacement of the Sspl-to-Xbal fragment with the corresponding fragment from
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the plasmid pXE.A24 [32], resulting in the plasmid, pSh + pIX.A24. The full-genomic sequence of
HAdV-5.A24 Fib.RGD.eGFP  was  constructed by recombination in E. coli of
pAdEasy-AE3-Fib.RGD.ADP-EGFP with pSh + pIX.A24. The virus was rescued in 911 cells [33],
using a previously described protocol. [30] To prevent heterologous recombination with the viral El
sequence present in the 911 genome, upscaling of the virus was performed in A549 cells. After
preparation of the virus stock, the presence of A24 and Fib.RGD was confirmed by PCR and
restriction analysis.

2.3. Delta24-RGD Infection and Replication Assay

Jurkat T-cells were infected with Delta24-RGD at multiplicities of infection (MOI) 1, 10, 50, 100,
500 and 1,000 by plating cells for 2 h in serum free RPMI at room temperature. After 2 h, cells were
washed and spun down twice in serum supplemented RPMI. Subsequently, cells were plated in
triplicates of 1 x 10° cells per well in flat-bottomed 96-well plates. Cells were allowed to proliferate
for 4 and 6 days, after which we performed the Cell Titer GLO viability assay (Promega, Leiden, The
Netherlands), as described by the manufacturer. For the treatment of MGGS8-spheres, the MOI was
calculated based on the seeded cells counted from dissociated spheres. Cells were incubated for one
day in which spheres form through adherence, and incubation followed 24 h post-seeding, making the
MOI in our hands reproducible and accurate.

Transfer of Delta24-RGD-GFP from Jurkat T-cells towards MGG8-Mcherry-FLuc was assessed by
infecting Jurkat T-cells at MOI 0, 1, 10 for 24 h, washed twice and co-cultured at a 1:1 ratio with
MGGS8 cells for 5 days. Microscopic examination and image capture were performed on a
conventional wide-field fluorescence microscope. For these experiments, MGGS cells were cultured
on growth factor-reduced matrigel coating.

The replication assay was performed with the above-described infection protocol at MOI 10, 50 and
100. Jurkat T-cells were harvested 1.5 h and 4 days post-infection. Pellets and supernatants were
collected and separately freeze-thawed three times, and subsequently, pellets were reconstituted
in medium to equal volumes, as present in the supernatants. After 48 h, A549 cells were fixed with
ice-cold methanol, and the Ad Rapid Titer plaque-forming assay (Clontech, Saint-Germain-en-Laye,
France) was performed according to manufacturer's protocol. Experiments were performed twice,
in triplicates.

2.4. T-Cell Migration Assays

Suspensions of 1 x 10° cells/ml Jurkat T-cells in RMPI were prepared. Cells were infected with
Delta24-RGD dilutions at an MOI of 10, 50 and 100 in 1 mL of serum free RPMI. Cells were
incubated for 2 h and subsequently washed twice with serum supplemented RPMI and incubated for
another 2, 24 or 48 h. Hereafter, 5 x 10° cells were inserted onto matrigel-coated transwell chamber
inserts with 5-pm pores (Corning Inc., Amsterdam, The Netherlands). Cells were allowed to migrate
into the bottom compartment for 12 h, after which cell numbers were quantified by performing a Cell
Titer GLO viability assay (Promega, Leiden, The Netherlands) according to the manufacturer’s
instructions. Experiments were performed twice, in duplicates.
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2.5. In Vivo Experiments

All animal experiments were performed in accordance with the local Animal Ethical Committee,
Erasmus MC Rotterdam. Experiments were performed on 10—12-week-old NOD-SCID (Non-obese
diabetic severe combined immunodeficient) female mice (strain C.B-17/IcrHantmhsd-Prkdcs), Harlan,
(Horst, The Netherlands). On Day 0, intra-striatal injections of 5 X 10* MGGS-Fluc-Mcherry cells
were performed as described previously [34]. In short, a burr hole was drilled 2.5 mm lateral and 0.5
mm anterior to the bregma, through which 5 x 10* MGG8-Fluc-Mcherry cells in 5 pL PBS were
injected at a depth of 3 mm. After 14 days, mice were treated with intratumoral injections through the
previously established burr hole. Treatment consisted of 5 pL PBS, Delta24-RGD 5 x 10° IUs in 5 pL
PBS or 5 x 10* Jurkat T-cells infected with MOI 100 Delta24-RGD in 5 pL PBS. Jurkat T-cells were
incubated in Delta24-RGD (MOI-100) 2 h prior to intratumoral injections. Mice were sacrificed upon
symptoms of tumor burden or when more than 20% weight loss occurred.

For systemic delivery of Jurkat T-cells infected with Delta24-RGD, mice were grafted with
MGGS8-Fluc-Mcherry, as described above. After 14 days, treatment consisted of tail vein injections
with 5 x 10° Jurkat T-cell-gp100™® cells pretreated with Delta24-RGD MOI 100 for 2 h, as described
above. Animals were treated with one (n = 3), two (n = 3) or three (n = 3) subsequent injections with a
two-day interval. Animals were sacrificed after 48 h, 96 h and 144 h after the first injection, allowing a
cumulative dosing effect in the latter two time points. Control animals were treated with equivalent
dosages of Delta24-RGD through tail vein injections. Brains were snap frozen and assessed for viral
delivery by hexon staining.

2.6. Immunohistochemistry

Snap frozen tumor tissue sections (8—10 pum) were cut on a cryotome. Sections were fixed
with acetone. After permeabilization (Triton-X 0.01%) and blocking, slices were incubated with goat
anti-hexon (Millipore, Billerica MA, USA) and mouse anti-vimentin (from DAKO, Heverlee,
Belgium). Negative controls were performed by omitting the primary antibodies. Counterstaining was
applied using Vectastain mounting medium, including DAPI, according to the manufacturer’s
instruction (Vector Labs, Peterborough, U.K.).

2.7. Statistics

Statistical analyses were conducted and illustrated in SPSS Statistics Software 19 (IBM, Amsterdam,
The Netherlands).

3. Results
3.1. Delta24-RGD Efficiently Infects and Replicates in GSC and Jurkat T-Cells

Delivery of Delta24-RGD by Jurkat T-cell-CV was assessed in a series of in vitro assays. First, the
optimal dosage for Delta24-RGD-mediated lysis of MGG8 GSCs was assessed by viability assay
(Figure 1A). MGGS8 tumor neurospheres were found to be susceptible to Delta24-RGD-induced
oncolysis with an ICsy value of MOI 0.89 at 96 h post-infection (R* =0.92-0.99).
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Efficient adenoviral infection of leukocytes has been described as problematic in several reports [35,36],
while others have demonstrated efficient use of conditionally replicating adenoviruses in a subset of
T-cell derived neoplastic cell lines, including Jurkat T-cells [37,38]. To investigate the infectivity and
replication capacity of Delta24-RGD in Jurkat T-cells, we performed viability and viral titer assays on
cells and supernatants. A dose-response effect of Delta24-RGD on Jurkat T-cell viability
at 96 h post-infection was found (Figure 1B). However, after 144 h, cells exposed to MOI 10 or lower
had repopulated the well. This is reflected in the ICsy values of MOI 9.2 at 96 h and MOI 20.4, at
144 h (R* 0.92-0.97). At MOI 50 and higher, the in vitro administration of Delta24-RGD was
sufficient to warrant efficient lysis and prevent population renewal.

The ability of Delta24-RGD to replicate and produce progeny in Jurkat T-cells is demonstrated in
Figure 1C. The infection of Delta24-RGD in Jurkat T-cells was dose-dependent and reached a
saturation level at MOI 100. This was observed by a decrease in viral concentration in supernatants at
2 h post-infection at MOI 10 and 50 of 99.99% and 98% of input virus, respectively, whereas only a
7% decrease in input virus was found at MOI 100 (Figure 1C, blue bars). In retrospect, we also derived
an explanation from this data for the ability of Jurkat cells to repopulate after infection with an MOI
below 10, since the infectivity will not suffice to cause timely replication in Jurkat cells. A significant
amplification of input viral load was demonstrated at all three dosages by 48 h
(5.28 x 10°-1.82 x 10’-fold), which further increased at 96 h (2.12 x 10°-9.16 x 10°-fold). Interestingly,
the relative amplification was highest in MOI 10-treated cells, suggesting a plateau for the
replication-to-infection ratio.

Figure 1. Delta24-RGD effectively infects, replicates and amplifies in Jurkat T-cells.
(A) Viability assay on MGGS8-GSC neurospheres infected with a dose range of
Delta24-RGD; (B) viability assay on Jurkat T-cells infected with a dose range of
Delta24-RGD. Note the increased viability at MOI 1-10 after 144 h (C). The viral titer
assay for Delta24-RGD-treated Jurkat T-cells after two wash steps at indicated time points.
Lines are representative of viral yield at indicated time points post-infection.
(IUs = viral infectious units).
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3.2. T-Cells Efficiently Deliver Delta24-RGD to GSCs In Vitro

Since both Jurkat T-cells and MGGS cells were found to be susceptible to Delta24-RGD-mediated
oncolysis, the ability of Jurkat T-cells to function as a carrier cell to deliver virus was tested. To this
end, we utilized a GFP-expressing variant of Delta24-RGD with a GFP-imaging cassette inserted into
the E3 region of the viral genome. First, we tested the ability of (twice washed) Jurkat T-cell-CV to
deliver virus onto MGGS cells in a co-culture experiment. Delta24-RGD-incubated Jurkat T-cells were
able to efficiently transfer virus onto MGGS8 cells, as demonstrated by the accumulation of
hexon-positive Jurkat T-cells and MGGS cells over a time-span of 96 h post-infection in co-cultures
(Figure 2). Similar to viability assays with Delta24-RGD monotherapy, survival of both Jurkat T-cells
and MGGS8 was dose dependent in this co-culture experiment, as demonstrated by a greater loss of
both cell types at MOI 10, as compared to MOI 1.

Figure 2. Jurkat T-cells efficiently deliver Delta24-RGD onto MGGS8-GSCs in vitro. Cells
were co-cultured for 96 h after prior incubation (24 h) of Jurkat T-cells with Delta24-RGD
at the indicated dosages. (Left) mCherry fluorescence as assessed by conventional
fluorescence microscopy with 25x optic zoom. (Middle) GFP fluorescence, indicating the
presence of Delta24-RGD-GFP within cells. (Right) A merge of both mCherry and GFP
results, demonstrating colocalization (yellow cells) indicative of Delta24-RGD-GFP
transfer onto MGGS8-mCherry cells.
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3.3. The Migratory Capacity of T-Cells Is Preserved Following Short Incubation Times
with Delta24-RGD

The brain tumor tropism of stem cells and leukocytes is influenced by secreted cytokines and
chemokines by tumor and stromal cells [39—41]. Furthermore, the components of the extracellular
matrix proteins can both attenuate and enhance T-cell infiltration into brain parenchyma [42]. Little is
known about the role of adenoviral infection on leukocyte migration towards tumors. However, a
positive influence on migration with low-dosages of oncolytic VSV (vesicular stomatitis virus) has
been reported by others [43,44]. To address the influence of both Delta24-RGD and the
aforementioned factors on Jurkat T-cell migration was assessed in a transwell migration assay
(schematic representation in Figure 3A). To be able to fine-tune future administration of cells in vivo,
separate time-points were chosen to correct for the latency between infection and administration. Both
commercial extracellular matrix protein, as well as MGG8-derived matrix coating slightly reduced
(non-infected) Jurkat T-cell migration towards the lower compartment (data not shown). The effect of
Delta24-RGD infection on Jurkat T-cell tropism toward serum-supplemented medium was assessed in
ECM-coated transwell filters at 2, 24 and 48 h post-infection (MOI 10, 50 and 100). A short virus
incubation time of 2 h best conserved the migratory capacity of the Jurkat T-cells when compared to
non-infected controls. Interestingly, dosing at MOI 10 led to increased migration, which may be a
result of virus-mediated activation of the Jurkat T-cells [42]. Prolonged incubation (2448 h) had a
significant inhibitory effect on Jurkat T-cell migration (Figure 3B).

Figure 3. The Jurkat T-cell cell migration ability is influenced by Delta24-RGD dosage
and incubation time. (A) Schematic illustration of the transwell experiments; (B) titration
of Delta24-RGD dosage and incubation window. All time points and dosages are
significantly different (p < 0.05) when compared to the non-treated (NT) control. Note the
increased cell count in MOI 10 after 2 h, which could be indicative of T-cell activation.
(C) Quantification of Jurkat T-cell tropism towards serum-supplemented (SS), serum-free
(SF) and MGGS8-conditioned serum-free medium (SF cond.). All comparisons between NT
and Delta24-RGD resulted in p < 0.05. SS NT vs. SF/SF cond. NT were both p <0.05.
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Furthermore, Jurkat T-cells migrated most efficiently to serum-rich medium. Both serum-free
(EGF and bFGF supplemented) as well as MGGS8-conditioned medium led to similar levels of
reduction of Jurkat T-cell migration over matrix-coated inlays (Figure 3C).

3.4. Delta24-RGD-Loaded T-Cells Demonstrate Intraparenchymal Tumor Tropism and
In Vivo Viral Transfer

Based on the optimal dosing and incubation time in vitro, we proceeded to assess the in vivo
potential of CV-based delivery of Delta24-RGD. For this, virus-loaded Jurkat T-cell CVs were injected
intratumorally in MGG8-bearing mice (schematic representation of the experiment is provided in
Figure 4A). Jurkat T-cells were incubated for 2 h at MOI 100 to achieve maximal infection and
minimal loss of migratory capacity. First, the distribution of viral hexon-positive cells was assessed at
early time points (24—144 h) post-intratumoral Jurkat T-cell delivery. Hexon staining revealed the
presence of adenovirus, both in the core of the tumor, as well as at the peripheral margins (such as the
contralateral hemisphere) of the tumor, where infiltrating single tumor cells reside (Figure 4B). Jurkat
T-cell-GFP cells were especially present in (and around) the tumor core, suggesting preferential
targeting for the xenografted tumor cells (Figure 4C). Encouraged by these results, the distribution of
virus after contralateral injections (in the non-tumor-bearing hemisphere) at early time-points was
assessed (schematic representation in Figure 4D). As expected, hexon staining was demonstrated
within the Jurkat T-cell injection site, suggestive of the T-cell-based Delta24-RGD distribution, which
left a necrotic cavity (Figure 4E). Strikingly, additional hexon staining was detected in the
tumor-bearing hemisphere in small tumor colonies at the invading margins of the tumor. These results
demonstrate the intraparenchymal tropism of CV to the tumor, subsequently resulting in the in vivo
transfer of oncolytic adenovirus to distant tumor cells (Figure 4E).

3.5. Intratumoral Delivery of Delta24-RGD by T-Cells Leads to Prolonged Survival

Therapeutic effect of Jurkat T-cell-mediated Delta24-RGD delivery was compared to both PBS and
Delta24-RGD intratumoral injections. Delta24-RGD-loaded T-cells (CV) prolonged the overall
survival of mice bearing MGGS8 orthotopic xenografts to a similar extent as direct intratumoral
injection of Delta24-RGD. When compared to PBS-treated controls (mean: 38.6 days), both treatment
conditions prolonged survival significantly (CV mean survival: 46.2 days, Log Rank p = 0.007; and
Delta24-RGD mean: 49.6 days, Log Rank p < 0.001) (Figure 5A). There was no difference in survival
between the CV and Delta24-RGD treatment groups (p = 0.251).
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Figure 4. Intratumoral and contralateral Jurkat T-cell injections target GSC in vivo:
(A) Schematic representation of the injection site and early time point assessment of
cellular vehicle (CV)-Delta24-RGD distribution experiments. (B) Coronal HE
(hematoxylin and eosin stain) section of a mouse brain (Day 4 post-injection) with
MGG8-derived tumor in the right hemisphere (injection site) and spreading to the left
hemisphere. Inlays demonstrate tumor and Delta24-RGD distribution at three localizations
after intratumoral virus injection. (Upper right) Tumor core (vimentin = green, adenoviral
hexon protein = red); (lower left) contralateral hemisphere; (lower right) right hemisphere
basal localization of tumor and Delta24-RGD. (C) Schematic representation of the
injection sites and early time point assessment after CV-Delta24-RGD injections into the
contralateral hemisphere. (D) Coronal HE section with inlays demonstrating in the upper
left and right panel the cortical invasion of localized tumor cells in both HE and
immunofluorescence images. The upper right inlay demonstrates hexon distribution in the
upper right hemisphere (contralateral from Jurkat T-cell-CV injection) adjacent to
dispersed invasive MGGS cells. The lower left and lower right panel illustrate the necrotic
cavity resulting from the contralateral injections of Jurkat T-cell-CV, together with
fluorescence images demonstrating hexon-positive cells locally. In the bottom two inlays,
a second localization of Delta24-RGD localized in the proximity of tumor cells is
demonstrated from the basolateral margins of the right hemisphere.
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Figure 5. Intratumoral injection of Jurkat T-cell-CV leads to prolonged survival, and
systemic therapy is a feasible mode of administration for intracranial targeting of MGG8
xenografts. (A) Schematic representation of the survival experiment with PBS and
Delta24-RGD monotherapy as control groups for the Jurkat T-cell-CV treatment of MGG8
xenografts. Kaplan Meier graphs demonstrating a significant treatment effect of both
intratumoral Delta24-RGD, as well as Jurkat T-cell-CV treatment. p-values are derived from
a Wilcoxon log rank pairwise comparison to PBS-treated controls. There was no significant
difference between CV and Delta24-RGD monotherapy. (B) MGGS8 xenografts
attract  systemically-administered  Delta24-RGD-loaded ~ Jurkat  T-cell-gp100™*.
(Upper left) Intratumoral controls after systemic Delta24-RGD monotherapy with
localized hexon staining (arrow). (Upper right) Intratumoral hexon-positive cells (arrow)
48 h after Jurkat T-cell delivery, indicative of the homing of Jurkat T-cells to the tumor.
(Bottom left) Similar hexon-positive cells (arrows) at 96 h post-treatment.
(bottom right) No hexon-positive cells were noted at 144 h post-treatment.
(vimentin = green, adenoviral hexon = red).
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3.6. Delta24-RGD-Loaded T-Cells Demonstrate Tropism for Intracranial Tumors

Based on these results, a study was undertaken to assess the ability of CV to deliver Delta24-RGD
after systemic tail-vein injections. To this end, MGG8-bearing mice received i.v. injections of
Delta24-RGD-loaded Jurkat T-cells. The control group received i.v. injections of similar doses
Delta24-RGD virus. To enhance CV tropism towards MGG8, Jurkat T-cells were transduced with a
T-cell receptor that specifically recognizes gp100 antigen presented bij HLA-A2. Gp100 is a tumor-antigen
commonly expressed in Glioblastoma and MGGS in vitro and in vivo (data not shown) [45,46].
Intratumoral dispersion of CV and/or infection of the tumor cells was assessed by hexon staining after
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sacrificing the animals after 48—144 h post-treatment. Analyses of the brains revealed that direct
intravenous injection of Delta24-RGD did not lead to infection of MGGS8 tumors in any of the
analyzed animals, with the exception of a small vascular structure in one animal at 144 h post-injection
(Figure 5B, upper left). Contrary to virus-only injections, in mice that received Delta24-RGD-loaded
Jurkat T-cells, we observed multiple small hexon-positive cells at 48 and 96 h post-injection
(Figure 5B, upper right and lower left). At 144 h after systemic administration, however, no
hexon-positive cells were detected, nor where there any indications of intratumoral viral spreading
observed (Figure 5B, lower right).

4. Discussion

In the current study we investigated the feasibility of T-cell-mediated delivery of Delta24-RGD to
glioblastoma. The application of cellular vehicles to deliver oncolytic viruses potentially overcomes
several limitations of oncolytic virotherapy as a therapeutic alternative for glioblastoma (e.g., limited
window of drug administration). For this reason, the use of leukocytes as cellular vehicles would be a
step up in studies investigating targeted autologous T-cells, as a means to combine oncolytic
virotherapy with immunotherapy. The data presented here demonstrate the ability of Delta24-RGD to
efficiently infect and amplify viral progeny in a T-cell-derived cellular vehicle system. Indeed, T-cell
cells were found to succumb to Delta24-RGD infection, albeit at higher MOIs compared to the dose
ranges used in glioma cell cultures [6]. This is congruent with a previous study by Yotnda et al. [38],
demonstrating that higher dosages are needed to efficiently start replication and lysis in leukocytes.
This can be accomplished by inserting the RGD-motif into the surface exposed loop of the fiber-knob,
which results in increased infectivity.

Based on these in vitro findings, we set-up a proof of concept study, which demonstrated that
intratumoral CV-based delivery of Delta24-RGD yields comparable results to direct Delta24-RGD
injections with regard to therapeutic efficacy. Importantly, delivery of Delta24-RGD into peripheral
tumor regions was demonstrated after injections of cellular vehicles into the contralateral hemisphere
in GSC xenografts. This indicates the strong tropism and migratory capacity of virus-loaded T-cells in the
tracking of tumor cells in the brain environment. Moreover, systemically delivered Delta24-RGD-loaded
CVs were detected in small numbers within the orthotopic xenografts within 48-96 h, although
efficient virus handover to the tumor was not observed in this setting. We conclude that T-cells have
the ability to serve as cellular vehicles to deliver Delta24-RGD to glioblastoma at a distance, in
particular to infiltrating tumor cells in the brain parenchyma. This may suggest a potential for CV
approaches as a post-surgical adjuvant therapy, where CVs may be deposited in the resection cavity to
track residual and surgically-inaccessible tumor cells.

Several hurdles for successful implementation of this T-cell-mediated CV delivery strategy have
been addressed. Our in vitro studies demonstrate an inhibitory effect of Delta24-RGD infection on
Jurkat T-cell migration in tropism assays, which is dependent on both incubation time, as well as viral
dosage. Intriguingly, lower MOIs seemed to increase tropism in our transwell assay. Similar
enhancement of the T-cell migratory phenotype was reported in a VSV-based cellular vehicle
system [44]. It remains to be determined whether infection with lower MOIs would further improve
efficient delivery of Delta24-RGD in vivo. At present, lower dosages could not be applied in our



Viruses 2014, 6 3092

xenograft model for the risk of developing hematological malignancy from remaining Jurkat T-cells
that escape from viral infection; however, the use of an autologous T-cell population may possibly
circumvent this problem. As shown, tail vein injections in orthotopic xenograft-bearing mice did not
lead to widespread intratumoral delivery of Delta24-RGD. The administration of L1210 leukemic cells
in a syngeneic CV model did yield appreciable intracerebral carrier cell infiltration in a VSV delivery
model for lung cancer [22], indicating that the choice of oncolytic virus or tumor type may influence
intracranial tropism. With regard to this route of administration, it is important to consider that
administration through injections into the common carotid artery may increase intratumoral delivery of
CVs to the brain, as demonstrated by others for Delta24-RGD delivery by mesenchymal stem cells [15].

The in vitro transwell migration assays demonstrated that MGGS8-conditioned medium was
less effective for the attraction of T-cells compared to serum-supplemented medium. This could either
be due to immunologically repressive factors secreted by the tumor or the relative abundance of
chemo-attractants available in serum-supplemented medium for T-cells. Recent studies have shown
that the secretion of several chemokines plays a crucial role in the influx of both mesenchymal stem
cells, as well as lymphocytes in the glioblastoma microenvironment [39,47,48]. Further investigation is
warranted to appreciate which factors contribute to CV tropism, and the development of
patient-tailored vectors (i.e., specific TCRs, chemokines, suicide genes) may need to be included into
the CV system to enhance therapeutic efficacy.

We conclude that CV-mediated delivery of Delta24-RGD holds promise for future therapeutic
application. The current results warrant further investigations into the delivery of Delta24-RGD by
T-cells, possibly in combination with adoptive immunotherapy strategies.

Author Contributions

RKB, ML, JV, SL and CD were involved in methodology development. Experimental procedures
were performed by RKB, ZB, JV, JK and SH. Analysis of the data was carried out by RKB, ZB and
ML. RD and HW provided materials. Final preparation and approval of the manuscript was performed
by all authors.

Conflicts of Interests
The authors declare no conflict of interest.
References

1. Huse, J.T.; Holland, E.C. Targeting brain cancer: Advances in the molecular pathology of
malignant glioma and medulloblastoma. Nat. Rev. Cancer 2010, 10, 319-331.

2. Kroeger, K.M.; Muhammad, A.K.; Baker, G.J.; Assi, H.; Wibowo, M.K.; Xiong, W.; Yagiz, K ;
Candolfi, M.; Lowenstein, P.R.; Castro, M.G. Gene therapy and virotherapy: Novel therapeutic
approaches for brain tumors. Discov. Med. 2010, 10, 293-304.

3.  Murphy, A.M.; Rabkin, S.D. Current status of gene therapy for brain tumors. Transl. Res. 2013,
161,339-354.


http://www.ncbi.nlm.nih.gov/pubmed?term=Muhammad%20AK%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Baker%20GJ%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Assi%20H%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Wibowo%20MK%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Xiong%20W%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Yagiz%20K%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Candolfi%20M%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Lowenstein%20PR%5BAuthor%5D&cauthor=true&cauthor_uid=21034670
http://www.ncbi.nlm.nih.gov/pubmed?term=Castro%20MG%5BAuthor%5D&cauthor=true&cauthor_uid=21034670

Viruses 2014, 6 3093

10.

11.

12.

13.

14.

15.

16.

17.

Lang, F.F.; Bruner, J.M.; Fuller, G.N.; Aldape, K.; Prados, M.D.; Chang, S.; Berger, M.S.;
McDermott, M.W.; Kunwar, S.M.; Junck, L.R.; ef al. Phase I trial of adenovirus-mediated p53 gene
therapy for recurrent glioma: Biological and clinical results. J. Clin. Oncol. 2003, 21,2508-2518.
Chiocca, E.A.; Broaddus, W.C.; Gillies, G.T.; Visted, T.; Lamfers, M.L.M. Neurosurgical
delivery of chemotherapeutics, targeted toxins, genetic and viral therapies in neuro-oncology.
J. Neurooncol. 2004, 69, 101-117.

Lamfers, M.L.; Grill, J.; Dirven, C.M.; van Beusechem, V.W.; Geoerger, B.; van Den Berg, J.;
Alemany, R.; Fueyo, J.; Curiel, D.T.; et al. Potential of the conditionally replicative adenovirus
Ad5-Delta24dRGD in the treatment of malignant gliomas and its enhanced effect with
radiotherapy. Cancer Res. 2002, 62, 5736-5742.

Jiang, H.; Gomez-Manzano, C.; Aoki, H.; Alonso, M.M.; Kondo, S.; McCormick, F.; Xu, J;
Kondo, Y.; Bekele, B.N.; Colman, H.; et a/. Examination of the therapeutic potential of
Delta-24-RGD in brain tumor stem cells: Role of autophagic cell death. J. Natl. Cancer Inst.
2007, 99, 1410-1414.

Fueyo, J.; Alemany, R.; Gomez-Manzano, C.; Fuller, G.N.; Khan, A.; Conrad, C.A.; Liu, T.J;
Jiang, H.; Lemoine, M.G.; Suzuki, K.; et al. Preclinical characterization of the antiglioma activity
of a tropism-enhanced adenovirus targeted to the retinoblastoma pathway. J. Natl. Cancer Inst.
2003, 95, 652—-660.

Suzuki, K.; Fueyo, J.; Krasnykh, V.; Reynolds, P.N.; Curiel, D.T.; Alemany, R. A conditionally
replicative adenovirus with enhanced infectivity shows improved oncolytic potency. Clin. Cancer
Res. 2001, 7, 120—126.

Cancer Genome Atlas Research Network. Comprehensive genomic characterization defines
human glioblastoma genes and core pathways. Nature 2008, 455, 1061-1068.

Grill, J.; van Beusechem, V.W.; van Der Valk, P.; Dirven, C.M.; Leonhart, A.; Pherai, D.S.;
Haisma, H.J.; Pinedo, H.M.; Curiel, D.T.; Gerritsen, W.R. Combined targeting of adenoviruses to
integrins and epidermal growth factor receptors increases gene transfer into primary glioma cells
and spheroids. Clin. Cancer Res. 2001, 7, 641-650.

Jiang, H.; Gomez-Manzano, C.; Lang, F.F.; Alemany, R.; Fueyo, J. Oncolytic adenoviruses for
malignant glioma therapy. Front. Biosci. 2003, 8, 577-588.

Tabatabai, G.; Wick, W.; Weller, M. Stem cell-mediated gene therapies for malignant gliomas: A
promising targeted therapeutic approach? Discov. Med. 2011, 11, 529-536.

Willmon, C.; Harrington, K.; Kottke, T.; Prestwich, R.; Melcher, A.; Vile, R. Cell carriers for
oncolytic viruses: Fed Ex for cancer therapy. Mol. Ther. 2009, 17, 1667-1676.

Yong, R.L.; Shinojima, N.; Fueyo, J.; Gumin, J.; Vecil, G.G.; Marini, F.C.; Bogler, O.; Andreeff, M.;
Lang, F.F. Human bone marrow-derived mesenchymal stem cells for intravascular delivery of
oncolytic adenovirus Delta24-RGD to human gliomas. Cancer Res. 2009, 69, 8932-8940.

Ahmed, A.U.; Tyler, M.A.; Thaci, B.; Alexiades, N.G.; Han, Y.; Ulasov, .V.; Lesniak, M.S.
A comparative study of neural and mesenchymal stem cell-based carriers for oncolytic adenovirus
in a model of malignant glioma. Mol. Pharm. 2011, 8, 1559—-1572.

Xia, X.; Ji, T.; Chen, P.; Li, X.; Fang, Y.; Gao, Q.; Liao, S.; You, L.; Xu, H.; Ma, Q.; et al.
Mesenchymal stem cells as carriers and amplifiers in CRAd delivery to tumors. Mol. Cancer
2011, 70, 134.


http://www.ncbi.nlm.nih.gov/pubmed?term=Bruner%20JM%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Fuller%20GN%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Aldape%20K%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Prados%20MD%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Chang%20S%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Berger%20MS%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=McDermott%20MW%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Kunwar%20SM%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://www.ncbi.nlm.nih.gov/pubmed?term=Junck%20LR%5BAuthor%5D&cauthor=true&cauthor_uid=12839017
http://link.springer.com/search?facet-author=%22William+C.+Broaddus%22
http://link.springer.com/search?facet-author=%22George+T.+Gillies%22
http://link.springer.com/search?facet-author=%22Therese+Visted%22
http://link.springer.com/search?facet-author=%22Martine+L.M.+Lamfers%22
http://www.ncbi.nlm.nih.gov/pubmed?term=Grill%20J%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Dirven%20CM%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Van%20Beusechem%20VW%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Geoerger%20B%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Van%20Den%20Berg%20J%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Alemany%20R%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Fueyo%20J%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Curiel%20DT%5BAuthor%5D&cauthor=true&cauthor_uid=12384532
http://www.ncbi.nlm.nih.gov/pubmed?term=Gomez-Manzano%20C%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Aoki%20H%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Alonso%20MM%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Kondo%20S%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=McCormick%20F%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Xu%20J%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Kondo%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Bekele%20BN%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Colman%20H%5BAuthor%5D&cauthor=true&cauthor_uid=17848677
http://www.ncbi.nlm.nih.gov/pubmed?term=Alemany%20R%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Gomez-Manzano%20C%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Fuller%20GN%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Khan%20A%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Conrad%20CA%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Liu%20TJ%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Jiang%20H%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Lemoine%20MG%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Suzuki%20K%5BAuthor%5D&cauthor=true&cauthor_uid=12734316
http://www.ncbi.nlm.nih.gov/pubmed?term=Fueyo%20J%5BAuthor%5D&cauthor=true&cauthor_uid=11205899
http://www.ncbi.nlm.nih.gov/pubmed?term=Krasnykh%20V%5BAuthor%5D&cauthor=true&cauthor_uid=11205899
http://www.ncbi.nlm.nih.gov/pubmed?term=Reynolds%20PN%5BAuthor%5D&cauthor=true&cauthor_uid=11205899
http://www.ncbi.nlm.nih.gov/pubmed?term=Curiel%20DT%5BAuthor%5D&cauthor=true&cauthor_uid=11205899
http://www.ncbi.nlm.nih.gov/pubmed?term=Alemany%20R%5BAuthor%5D&cauthor=true&cauthor_uid=11205899
http://www.ncbi.nlm.nih.gov/pubmed?term=Cancer%20Genome%20Atlas%20Research%20Network%5BCorporate%20Author%5D
http://www.ncbi.nlm.nih.gov/pubmed?term=Van%20Beusechem%20VW%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Van%20Der%20Valk%20P%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Dirven%20CM%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Leonhart%20A%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Pherai%20DS%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Haisma%20HJ%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Pinedo%20HM%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Curiel%20DT%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Gerritsen%20WR%5BAuthor%5D&cauthor=true&cauthor_uid=11297260
http://www.ncbi.nlm.nih.gov/pubmed?term=Gomez-Manzano%20C%5BAuthor%5D&cauthor=true&cauthor_uid=19860656
http://www.ncbi.nlm.nih.gov/pubmed?term=Lang%20FF%5BAuthor%5D&cauthor=true&cauthor_uid=19860656
http://www.ncbi.nlm.nih.gov/pubmed?term=Alemany%20R%5BAuthor%5D&cauthor=true&cauthor_uid=19860656
http://www.ncbi.nlm.nih.gov/pubmed?term=Fueyo%20J%5BAuthor%5D&cauthor=true&cauthor_uid=19860656
http://www.ncbi.nlm.nih.gov/pubmed?term=Harrington%20K%5BAuthor%5D&cauthor=true&cauthor_uid=19690519
http://www.ncbi.nlm.nih.gov/pubmed?term=Kottke%20T%5BAuthor%5D&cauthor=true&cauthor_uid=19690519
http://www.ncbi.nlm.nih.gov/pubmed?term=Prestwich%20R%5BAuthor%5D&cauthor=true&cauthor_uid=19690519
http://www.ncbi.nlm.nih.gov/pubmed?term=Melcher%20A%5BAuthor%5D&cauthor=true&cauthor_uid=19690519
http://www.ncbi.nlm.nih.gov/pubmed?term=Vile%20R%5BAuthor%5D&cauthor=true&cauthor_uid=19690519
http://www.ncbi.nlm.nih.gov/pubmed?term=Shinojima%20N%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Fueyo%20J%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Gumin%20J%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Vecil%20GG%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Marini%20FC%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Bogler%20O%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Andreeff%20M%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Lang%20FF%5BAuthor%5D&cauthor=true&cauthor_uid=19920199
http://www.ncbi.nlm.nih.gov/pubmed?term=Tyler%20MA%5BAuthor%5D&cauthor=true&cauthor_uid=21718006
http://www.ncbi.nlm.nih.gov/pubmed?term=Thaci%20B%5BAuthor%5D&cauthor=true&cauthor_uid=21718006
http://www.ncbi.nlm.nih.gov/pubmed?term=Alexiades%20NG%5BAuthor%5D&cauthor=true&cauthor_uid=21718006
http://www.ncbi.nlm.nih.gov/pubmed?term=Han%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=21718006
http://www.ncbi.nlm.nih.gov/pubmed?term=Ulasov%20IV%5BAuthor%5D&cauthor=true&cauthor_uid=21718006
http://www.ncbi.nlm.nih.gov/pubmed?term=Lesniak%20MS%5BAuthor%5D&cauthor=true&cauthor_uid=21718006
http://link.springer.com/search?facet-author=%22Teng+Ji%22
http://link.springer.com/search?facet-author=%22Pingbo+Chen%22

Viruses 2014, 6 3094

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Ahmed, A.U.; Thaci, B.; Tobias, A.L.; Auffinger, B.; Zhang, L.; Cheng, Y.; Kim, C.K.; Yunis,
C.; Han, Y.; Alexiades, N.G.; et al. A preclinical evaluation of neural stem cell-based cell carrier
for targeted antiglioma oncolytic virotherapy. J. Natl. Cancer Inst. 2013, 105, 968-977.

Tyler, M.A.; Ulasov, L.V.; Sonabend, A.M.; Nandi, S.; Han, Y.; Marler, S.; Roth, J;
Lesniak, M.S. Neural stem cells target intracranial glioma to deliver an oncolytic adenovirus
in vivo. Gene Ther. 2009, 16, 262-278.

Kim, C.K.; Ahmed, A.U.; Auffinger, B.; Ulasov, 1.V.; Tobias, A.L.; Moon, K.S.; Lesniak, M.S.
N-acetylcysteine amide (NACA) Augments the Therapeutic Effect of Neural Stem Cell.-Based
Anti-Glioma Oncolytic Virotherapy. Mol. Ther. 2013, 21, 2063-2073.

Lamfers, M.; Idema, S.; van Milligen, F.; Schouten, T.; van der Valk, P.; Vandertop, P.;
Dirven, C.; Noske, D. Homing properties of adipose-derived stem cells to intracerebral glioma
and the effects of adenovirus infection. Cancer Lett. 2009, 274, 78-87.

Power, A.T.; Wang, J.; Falls, T.J.; Paterson, J.M.; Parato, K.A.; Lichty, B.D.; Stojdl, D.F.;
Forsyth, P.A.; Atkins, H.; Bell, J.C. Carrier cell-based delivery of an oncolytic virus circumvents
antiviral immunity. Mol. Ther. 2007, 15, 123—-130.

Muthana, M.; Giannoudis, A.; Scott, S.D.; Fang, H.Y.; Coffelt, S.B.; Morrow, F.J.; Murdoch, C.;
Burton, J.; Cross, N.; Burke, B.; et al. Use of macrophages to target therapeutic adenovirus to
human prostate tumors. Cancer Res. 2011, 71, 1805-1815.

Wakimoto, H.; Kesari, S.; Farrell, C.J.; Curry, W.T., Jr.; Zaupa, C.; Aghi, M.; Kuroda, T.;
Stemmer-Rachamimov, A.; Shah, K.; Liu, T.C.; et al. Human glioblastoma-derived cancer stem
cells: establishment of invasive glioma models and treatment with oncolytic herpes simplex virus
vectors. Cancer Res. 2009, 69, 3472-3481.

Wakimoto, H.; Mohapatra, G.; Kanai, R.; Curry, W.T., Jr.; Yip, S.; Nitta, M.; Patel, A.P;
Barnard, Z.R.; Stemmer-Rachamimov, A.O.; Louis, D.N.; et al. Maintenance of primary tumor
phenotype and genotype in glioblastoma stem cells. Neuro Oncol. 2012, 14, 132—144.

Schaft, N.; Willemsen, R.A.; de Vries, J.; Lankiewicz, B.; Essers, B.W.; Gratama, J.W.;
Figdor, C.G.; Bolhuis, R.L.; Debets, R.; Adema, G.J. Peptide fine specificity of anti-glycoprotein
100 CTL is preserved following transfer of engineered TCR alpha beta genes into primary human
T lymphocytes. J. Immunol. 2003, 170, 2186-2194.

Willemsen, R.A.; Sebestyén, Z.; Ronteltap, C.; Berrevoets, C.; Drexhage, J.; Debets, R.
CDS8 alpha coreceptor to improve TCR gene transfer to treat melanoma: Down-regulation of
tumor-specific production of IL-4, IL-5, and IL-10. J. Immunol. 2006, 177, 991-998.

Schaft, N.; Lankiewicz, B.; Gratama, J.W.; Bolhuis, R.L.; Debets, R. Flexible and sensitive method to
functionally validate tumor-specific receptors via activation of NFAT. J. Immunol. Methods 2003,
280, 13-24.

Ono, H.A.; Le, L.P.; Davydova, J.G.; Gavrikova, T.; Yamamoto, M. Noninvasive visualization
of adenovirus replication with a fluorescent reporter in the E3 region. Cancer Res. 2005, 65,
10154-10158.

He, T.C.; Zhou, S.; da Costa, L.T.; Yu, J.; Kinzler, K.W.; Vogelstein, B. A simplified system for
generating recombinant adenoviruses. Proc. Natl. Acad. Sci. USA 1998, 95, 2509-2514.


http://www.ncbi.nlm.nih.gov/pubmed?term=Thaci%20B%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Tobias%20AL%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Auffinger%20B%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Zhang%20L%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Cheng%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Kim%20CK%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Yunis%20C%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Yunis%20C%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Han%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Alexiades%20NG%5BAuthor%5D&cauthor=true&cauthor_uid=23821758
http://www.ncbi.nlm.nih.gov/pubmed?term=Ulasov%20IV%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Sonabend%20AM%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Nandi%20S%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Han%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Marler%20S%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Roth%20J%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Lesniak%20MS%5BAuthor%5D&cauthor=true&cauthor_uid=19078993
http://www.ncbi.nlm.nih.gov/pubmed?term=Ahmed%20AU%5BAuthor%5D&cauthor=true&cauthor_uid=23883863
http://www.ncbi.nlm.nih.gov/pubmed?term=Auffinger%20B%5BAuthor%5D&cauthor=true&cauthor_uid=23883863
http://www.ncbi.nlm.nih.gov/pubmed?term=Ulasov%20IV%5BAuthor%5D&cauthor=true&cauthor_uid=23883863
http://www.ncbi.nlm.nih.gov/pubmed?term=Tobias%20AL%5BAuthor%5D&cauthor=true&cauthor_uid=23883863
http://www.ncbi.nlm.nih.gov/pubmed?term=Moon%20KS%5BAuthor%5D&cauthor=true&cauthor_uid=23883863
http://www.ncbi.nlm.nih.gov/pubmed?term=Lesniak%20MS%5BAuthor%5D&cauthor=true&cauthor_uid=23883863
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.sciencedirect.com/science/article/pii/S0304383508007064
http://www.ncbi.nlm.nih.gov/pubmed?term=Wang%20J%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Falls%20TJ%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Paterson%20JM%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Parato%20KA%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Lichty%20BD%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Stojdl%20DF%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Forsyth%20PA%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Atkins%20H%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Bell%20JC%5BAuthor%5D&cauthor=true&cauthor_uid=17164783
http://www.ncbi.nlm.nih.gov/pubmed?term=Giannoudis%20A%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Scott%20SD%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Fang%20HY%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Coffelt%20SB%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Morrow%20FJ%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Murdoch%20C%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Burton%20J%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Cross%20N%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Burke%20B%5BAuthor%5D&cauthor=true&cauthor_uid=21233334
http://www.ncbi.nlm.nih.gov/pubmed?term=Kesari%20S%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Farrell%20CJ%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Curry%20WT%20Jr%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Zaupa%20C%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Aghi%20M%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Kuroda%20T%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Stemmer-Rachamimov%20A%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Shah%20K%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Liu%20TC%5BAuthor%5D&cauthor=true&cauthor_uid=19351838
http://www.ncbi.nlm.nih.gov/pubmed?term=Mohapatra%20G%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Kanai%20R%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Curry%20WT%20Jr%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Yip%20S%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Nitta%20M%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Patel%20AP%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Barnard%20ZR%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Stemmer-Rachamimov%20AO%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Louis%20DN%5BAuthor%5D&cauthor=true&cauthor_uid=22067563
http://www.ncbi.nlm.nih.gov/pubmed?term=Willemsen%20RA%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=de%20Vries%20J%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Lankiewicz%20B%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Essers%20BW%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Gratama%20JW%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Figdor%20CG%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Bolhuis%20RL%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Debets%20R%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Adema%20GJ%5BAuthor%5D&cauthor=true&cauthor_uid=12574392
http://www.ncbi.nlm.nih.gov/pubmed?term=Sebesty%C3%A9n%20Z%5BAuthor%5D&cauthor=true&cauthor_uid=16818755
http://www.ncbi.nlm.nih.gov/pubmed?term=Ronteltap%20C%5BAuthor%5D&cauthor=true&cauthor_uid=16818755
http://www.ncbi.nlm.nih.gov/pubmed?term=Berrevoets%20C%5BAuthor%5D&cauthor=true&cauthor_uid=16818755
http://www.ncbi.nlm.nih.gov/pubmed?term=Drexhage%20J%5BAuthor%5D&cauthor=true&cauthor_uid=16818755
http://www.ncbi.nlm.nih.gov/pubmed?term=Debets%20R%5BAuthor%5D&cauthor=true&cauthor_uid=16818755
http://www.ncbi.nlm.nih.gov/pubmed?term=Lankiewicz%20B%5BAuthor%5D&cauthor=true&cauthor_uid=12972184
http://www.ncbi.nlm.nih.gov/pubmed?term=Gratama%20JW%5BAuthor%5D&cauthor=true&cauthor_uid=12972184
http://www.ncbi.nlm.nih.gov/pubmed?term=Bolhuis%20RL%5BAuthor%5D&cauthor=true&cauthor_uid=12972184
http://www.ncbi.nlm.nih.gov/pubmed?term=Debets%20R%5BAuthor%5D&cauthor=true&cauthor_uid=12972184
http://cancerres.aacrjournals.org/search?author1=Julia+G.+Davydova&sortspec=date&submit=Submit
http://cancerres.aacrjournals.org/search?author1=Julia+G.+Davydova&sortspec=date&submit=Submit
http://cancerres.aacrjournals.org/search?author1=Tatyana+Gavrikova&sortspec=date&submit=Submit
http://cancerres.aacrjournals.org/search?author1=Masato+Yamamoto&sortspec=date&submit=Submit
http://www.ncbi.nlm.nih.gov/pubmed?term=Zhou%20S%5BAuthor%5D&cauthor=true&cauthor_uid=9482916
http://www.ncbi.nlm.nih.gov/pubmed?term=da%20Costa%20LT%5BAuthor%5D&cauthor=true&cauthor_uid=9482916
http://www.ncbi.nlm.nih.gov/pubmed?term=Yu%20J%5BAuthor%5D&cauthor=true&cauthor_uid=9482916
http://www.ncbi.nlm.nih.gov/pubmed?term=Kinzler%20KW%5BAuthor%5D&cauthor=true&cauthor_uid=9482916
http://www.ncbi.nlm.nih.gov/pubmed?term=Vogelstein%20B%5BAuthor%5D&cauthor=true&cauthor_uid=9482916

Viruses 2014, 6 3095

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

De Vrij, J.; van den Hengel, S.K.; Uil, T.G.; Koppers-Lalic, D.; Dautzenberg, 1.J.; Stassen, O.M.;
Bércena, M.; Yamamoto, M.; de Ridder, C.M.; Kraaij, R. Enhanced transduction of CAR-negative
cells by protein IX-gene deleted adenovirus 5 vectors. Virology 2011, 410, 192-200.

Fueyo, J.; Gomez-Manzano, C.; Alemany, R.; Lee, P.S.; McDonnell, T.J.; Mitlianga, P.; Shi,
Y.X.; Levin, V.A.; Yung, W.K.; Kyritsis, A.P. A mutant oncolytic adenovirus targeting the Rb
pathway produces anti-glioma effect in vivo. Oncogene 2000, 19, 2—12.

Fallaux, F.J.; Kranenburg, O.; Cramer, S.J.; Houweling, A.; van Ormondt, H.; Hoeben, R.C.;
Van Der Eb, A.J. Characterization of 911: A new helper cell line for the titration and propagation
of early region 1-deleted adenoviral vectors. Hum. Gene Ther. 1996, 7, 215-222.

Lamfers, M.L.; Fulci, L.G.; Chiocca, E.A. Cyclophosphamide increases transgene expression
mediated by an oncolytic adenovirus in glioma-bearing mice monitored by bioluminescence
imaging. Mol. Ther. 2006, 14, 779-788.

Mentel, R.; Dopping, G.; Wegner, U.; Seidel, W.; Liebermann, H.; Déhner, L. Adenovirus-receptor
interaction with human lymphocytes. J. Med. Virol. 1997, 51, 252-257.

Leon, R.P.; Hedlund, T.; Meech, S.J.; Li, S.; Schaack, J.; Hunger, S.P.; Duke, R.C;
Degregori, A.J. Adenoviral-mediated gene transfer in lymphocytes. Proc. Natl. Acad. Sci. USA
1998, 95, 13159-13164.

Yotnda, P.; Onishi, H.; Heslop, H.E.; Shayakhmetov, D.; Lieber, A.; Brenner, M.; Davis, A.
Efficient infection of primitive hematopoietic stem cells by modified adenovirus. Gene Ther.
2001, 8, 930-937.

Yotnda, P.; Zompeta, C.; Heslop, H.E.; Andreeff, M.; Brenner, M.K.; Marini, F. Comparison of
the efficiency of transduction of leukemic cells by fiber-modified adenoviruses. Hum. Gene Ther.
2004, 15, 1229-1242.

Shinojima, N.; Hossain, A.; Takezaki, T.; Fueyo, J.; Gumin, J.; Gao, F.; Nwajei, F.; Marini, F.C.;
Andreeff, M.; Kuratsu, J.; et al. TGF-beta mediates homing of bone marrow-derived human
mesenchymal stem cells to glioma stem cells. Cancer Res. 2013, 73, 2333-2344.

Gondi, C.S.; Veeravalli, K.K.; Gorantla, B.; Dinh, D.H.; Fassett, D.; Klopfenstein, J.D.;
Gujrati, M.; Rao, J.S. Human umbilical cord blood stem cells show PDGF-D-dependent glioma
cell tropism in vitro and in vivo. Neuro Oncol. 2010, 12, 453-465.

Lohr, J.; Ratliff, T.; Huppertz, A.; Ge, Y.; Dictus, C.; Ahmadi, R.; Grau, S.; Hiraoka, N.; Eckstein, V.;
Ecker, R.C.; et al. Effector T-cell infiltration positively impacts survival of glioblastoma patients
and 1s impaired by tumor-derived TGF-beta. Clin. Cancer Res. 2011, 17, 4296-308.

Huang, J.Y.; Cheng, Y.J.; Lin, Y.P.; Lin, H.C.; Su, C.C.; Juliano, R.; Yang, B.C. Extracellular
matrix of glioblastoma inhibits polarization and transmigration of T cells: The role of tenascin-C
in immune suppression. J. Immunol. 2010, 185, 1450—-1459.

Qiao, J.; Wang, H.; Kottke, T.; Diaz, R.M.; Willmon, C.; Hudacek, A.; Thompson, J.; Parato, K.;
Bell, J.; Naik, J.; ef al. Loading of oncolytic vesicular stomatitis virus onto antigen-specific T
cells enhances the efficacy of adoptive T-cell therapy of tumors. Gene Ther. 2008, 15, 604—616.
Kottke, T.; Diaz, R.M.; Kaluza, M.; Pulido, J.; Galivo, F.; Wongthida, P.; Thompson, J.;
Willmon, C.; Barber, G.N.; Cheste, J.; et al. Use of biological therapy to enhance both virotherapy
and adoptive T-cell therapy for cancer. Mol. Ther. 2008, 16, 1910-1918.


http://www.ncbi.nlm.nih.gov/pubmed?term=van%20den%20Hengel%20SK%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Uil%20TG%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Koppers-Lalic%20D%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Dautzenberg%20IJ%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Stassen%20OM%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=B%C3%A1rcena%20M%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Yamamoto%20M%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=de%20Ridder%20CM%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Kraaij%20R%5BAuthor%5D&cauthor=true&cauthor_uid=21130482
http://www.ncbi.nlm.nih.gov/pubmed?term=Gomez-Manzano%20C%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Alemany%20R%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Lee%20PS%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=McDonnell%20TJ%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Mitlianga%20P%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Shi%20YX%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Shi%20YX%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Levin%20VA%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Yung%20WK%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Kyritsis%20AP%5BAuthor%5D&cauthor=true&cauthor_uid=10644974
http://www.ncbi.nlm.nih.gov/pubmed?term=Kranenburg%20O%5BAuthor%5D&cauthor=true&cauthor_uid=8788172
http://www.ncbi.nlm.nih.gov/pubmed?term=Cramer%20SJ%5BAuthor%5D&cauthor=true&cauthor_uid=8788172
http://www.ncbi.nlm.nih.gov/pubmed?term=Houweling%20A%5BAuthor%5D&cauthor=true&cauthor_uid=8788172
http://www.ncbi.nlm.nih.gov/pubmed?term=Van%20Ormondt%20H%5BAuthor%5D&cauthor=true&cauthor_uid=8788172
http://www.ncbi.nlm.nih.gov/pubmed?term=Hoeben%20RC%5BAuthor%5D&cauthor=true&cauthor_uid=8788172
http://www.ncbi.nlm.nih.gov/pubmed?term=Van%20Der%20Eb%20AJ%5BAuthor%5D&cauthor=true&cauthor_uid=8788172
http://www.ncbi.nlm.nih.gov/pubmed?term=Onishi%20H%5BAuthor%5D&cauthor=true&cauthor_uid=11426333
http://www.ncbi.nlm.nih.gov/pubmed?term=Heslop%20HE%5BAuthor%5D&cauthor=true&cauthor_uid=11426333
http://www.ncbi.nlm.nih.gov/pubmed?term=Shayakhmetov%20D%5BAuthor%5D&cauthor=true&cauthor_uid=11426333
http://www.ncbi.nlm.nih.gov/pubmed?term=Lieber%20A%5BAuthor%5D&cauthor=true&cauthor_uid=11426333
http://www.ncbi.nlm.nih.gov/pubmed?term=Brenner%20M%5BAuthor%5D&cauthor=true&cauthor_uid=11426333
http://www.ncbi.nlm.nih.gov/pubmed?term=Davis%20A%5BAuthor%5D&cauthor=true&cauthor_uid=11426333
http://www.ncbi.nlm.nih.gov/pubmed?term=Zompeta%20C%5BAuthor%5D&cauthor=true&cauthor_uid=15684699
http://www.ncbi.nlm.nih.gov/pubmed?term=Heslop%20HE%5BAuthor%5D&cauthor=true&cauthor_uid=15684699
http://www.ncbi.nlm.nih.gov/pubmed?term=Andreeff%20M%5BAuthor%5D&cauthor=true&cauthor_uid=15684699
http://www.ncbi.nlm.nih.gov/pubmed?term=Brenner%20MK%5BAuthor%5D&cauthor=true&cauthor_uid=15684699
http://www.ncbi.nlm.nih.gov/pubmed?term=Marini%20F%5BAuthor%5D&cauthor=true&cauthor_uid=15684699
http://www.ncbi.nlm.nih.gov/pubmed?term=Hossain%20A%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Takezaki%20T%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Fueyo%20J%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Gumin%20J%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Gao%20F%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Nwajei%20F%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Marini%20FC%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Andreeff%20M%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Kuratsu%20J%5BAuthor%5D&cauthor=true&cauthor_uid=23365134
http://www.ncbi.nlm.nih.gov/pubmed?term=Veeravalli%20KK%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Gorantla%20B%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Dinh%20DH%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Fassett%20D%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Klopfenstein%20JD%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Gujrati%20M%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Rao%20JS%5BAuthor%5D&cauthor=true&cauthor_uid=20406896
http://www.ncbi.nlm.nih.gov/pubmed?term=Ratliff%20T%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Huppertz%20A%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Ge%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Dictus%20C%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Ahmadi%20R%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Grau%20S%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Hiraoka%20N%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Eckstein%20V%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Ecker%20RC%5BAuthor%5D&cauthor=true&cauthor_uid=21478334
http://www.ncbi.nlm.nih.gov/pubmed?term=Cheng%20YJ%5BAuthor%5D&cauthor=true&cauthor_uid=20622113
http://www.ncbi.nlm.nih.gov/pubmed?term=Lin%20YP%5BAuthor%5D&cauthor=true&cauthor_uid=20622113
http://www.ncbi.nlm.nih.gov/pubmed?term=Lin%20HC%5BAuthor%5D&cauthor=true&cauthor_uid=20622113
http://www.ncbi.nlm.nih.gov/pubmed?term=Su%20CC%5BAuthor%5D&cauthor=true&cauthor_uid=20622113
http://www.ncbi.nlm.nih.gov/pubmed?term=Juliano%20R%5BAuthor%5D&cauthor=true&cauthor_uid=20622113
http://www.ncbi.nlm.nih.gov/pubmed?term=Yang%20BC%5BAuthor%5D&cauthor=true&cauthor_uid=20622113

Viruses 2014, 6 3096

45.

46.

47.

48.

Zhang, J.G.; Kruse, C.A.; Driggers, L.; Hoa, N.; Wisoff, J.; Allen, J.C.; Zagzag, D.; Newcomb, E.-W_;
Jadus, M.R. Tumor antigen precursor protein profiles of adult and pediatric brain tumors identify
potential targets for immunotherapy. J. Neurooncol. 2008, 88, 65-76.

Zhang, J.G.; Eguchi, J.; Kruse, C.A.; Gomez, G.G.; Fakhrai, H.; Schroter, S.; Ma, W.; Hoa, N.;
Minev, B.; Delgado, C.; ef al. Antigenic profiling of glioma cells to generate allogeneic vaccines
or dendritic cell-based therapeutics. Clin. Cancer Res. 2007, 13, 566-575.

Beier, C.P.; Kumar, P.; Meyer, K.; Leukel, P.; Bruttel, V.; Aschenbrenner, I.; Riemenschneider, M.J.;
Fragoulis, A.; Riimmele, P.; Lamszus, K.; ef al. The cancer stem cell subtype determines immune
infiltration of glioblastoma. Stem Cells Dev. 2012, 21, 2753-2761.

Rutledge, W.C.; Kong, J.; Gao, J.; Gutman, D.A.; Cooper, L.A.; Appin, C.; Park, Y.; Scarpace, L.;
Mikkelsen, T.; Cohen, M.L.; Aldape, K.D.; et al. Tumor-infiltrating lymphocytes in glioblastoma are
associated with specific genomic alterations and related to transcriptional class. Clin. Cancer Res.
2013, 19, 4951-4960.

© 2014 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/).


http://www.ncbi.nlm.nih.gov/pubmed?term=Kruse%20CA%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Driggers%20L%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Hoa%20N%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Wisoff%20J%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Allen%20JC%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Zagzag%20D%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Newcomb%20EW%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Jadus%20MR%5BAuthor%5D&cauthor=true&cauthor_uid=18259692
http://www.ncbi.nlm.nih.gov/pubmed?term=Eguchi%20J%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Kruse%20CA%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Gomez%20GG%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Fakhrai%20H%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Schroter%20S%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Ma%20W%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Hoa%20N%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Minev%20B%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Delgado%20C%5BAuthor%5D&cauthor=true&cauthor_uid=17255279
http://www.ncbi.nlm.nih.gov/pubmed?term=Kumar%20P%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Meyer%20K%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Leukel%20P%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Bruttel%20V%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Aschenbrenner%20I%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Riemenschneider%20MJ%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Fragoulis%20A%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=R%C3%BCmmele%20P%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Lamszus%20K%5BAuthor%5D&cauthor=true&cauthor_uid=22676416
http://www.ncbi.nlm.nih.gov/pubmed?term=Kong%20J%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Gao%20J%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Gutman%20DA%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Cooper%20LA%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Appin%20C%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Park%20Y%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Scarpace%20L%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Mikkelsen%20T%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Cohen%20ML%5BAuthor%5D&cauthor=true&cauthor_uid=23864165
http://www.ncbi.nlm.nih.gov/pubmed?term=Aldape%20KD%5BAuthor%5D&cauthor=true&cauthor_uid=23864165

